AMENDMENTS 



Amendments to the Specification; 

At page 14, lines 13 through 20, please replace with the following paragraph: 

FIG. 4. Tactics for competitive RT-PCR™ with COP primers . The portion of the 
HSP27 cDNA sequence (SEP ID NO:4) indicated with the heavy underline below can be 
amplified by the standard primers COP 32 (SEP ID NO:3^ and COP 46 (SEP ID NO: 5) . Primer 
CRT004, containing the CCP 32 sequence, a 5 bp insert (identified by the box), and the next 8 
bp from HSP27 ("clamp" sequence, identified by overline) were synthesized. When CRT004 
(SEP ID NO: 6) and CPP 46 were used in a PCR™ reaction containing the HSP27 template, an 
amplimer identified as CRT32/46 (SEP ID NP:7) was produced. As CRT32/46 contains all of 
the HSP27 sequences plus the 5 bp insert it can be used as a competitive template. 

At page 15, lines 14 through 21, please replace with the following paragraph: 

FIG. 8. Partial sequence of MLN 62 mRNA . Primers for CPP are highlighted, and 
the poly(A) addition signal sequence is underlined. The A-end primer sequence (CATGCCTT), 
starting at position 1760, contains the CATG that is closest to the 3' end of the mRNA. The 
highlighted B-end primer sequence (TGAGATC), starting at position 1880, contains the first 
GATC following the A-end primer. Note that the actual B-end primer contains the reverse 
complement of the highlighted sequence (GATCTCA) (SEP ID NO :8V This decreases the 
number of positions queried at the B-end by one, thus reducing the number of experiments by a 
factor of four. 

At page 32, lines 5 through page 36, please replace Table 1 with the following Table 



1: 



TABLE 1: RESTRICTION ENZYMES 



Enzyme Name Recognition Sequence 



SEQ ID NO: 



Aatll 
Acc65 I 



GACGTC 
GGTACC 
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AccI GTMKAC 

Acil CCGC 

Acll AACGTT 

Afel AGCGCT 

Afl II CTTAAG 

Afl III ACRYGT 

Age I ACCGGT 

Ahdl GACNNNNNGTC 9 

Alul AGCT 

Alwl GGATC 

AlwNI CAGNNNCTG 

Apal GGGCCC 

ApaLI GTGCAC 

Apol RAATTY 

AscI GGCGCGCC 

Asel ATTAAT 

Aval CYCGRG 

Ava II GGWCC 

Avrll CCTAGG 
Bael NACNNNNGTAPyCN 10 

BamHI GGATC C 

Ban I GGYRCC 

Ban II GRGCYC 

Bbsl GAAGAC 

Bbvl GCAGC 

BbvCI CCTCAGC 

Beg I CGANNNNNNTGC H 

BciVI GTATCC 

Bell TGATCA 

Bfal CTAG 

Bgll GCCNNNNNGGC 12 

Bgl II AGATCT 

BlpI GCTNAGC 

Bmrl ACTGGG 

Bpml CTGGAG 

BsaAI YACGTR 

BsaB I GATNNNNATC 13 

BsaHI GRCGYC 

Bsal GGTCTC 

BsaJI CCNNGG 

BsaWI WCCGGW 

BseRI GAGGAG 

Bsgl GTGCAG 

BsiEI CGRYCG 

BsiHKA I GWGCWC 

BsiWI CGTACG 
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BslI 


CCNNNNNNNGG 


BsmAI 


GTCTC 


BsmB I 


CGTCTC 


BsmFI 


GGGAC 


BsmI 


GAATGC 


BsoB I 


CYCGRG 


Bspl286 I 


GDGCHC 


BspDI 


ATCGAT 


BspEI 


TCCGGA 


BspHI 


TCATGA 


BspMI 


ACCTGC 


BsrBI 


CCGCTC 


BsrDI 


GCAATG 


BsrFI 


RCCGGY 


BsrGI 


TGTACA 


BsrI 


ACTGG 


BssH II 


GCGCGC 


BssKI 


CCNGG 


Bst4C I 


ACNGT 


BssSI 


CACGAG 


BstAP I 


GCANNNNNTGC 


BstBI 


TTCGAA 


BstE II 


GGTNACC 


BstF5 I 


GGATGNN 


BstNI 


CCWGG 


BstUI 


CGCG 


BstXI 


CCANNNNNNTGG 


BstYI 


RGATCY 


BstZ17 I 


GTATAC 


Bsu36 I 


CCTNAGG 


BtgJ 


CCPuPyGG 


Btrl 


CACGTG 


Cac8I 


GCNNGC 


Clal 


ATCGAT 


Ddel 


CTNAG 


Dpnl 


GATC 


Dpn II 


GATC 


Dral 


TTTAAA 


Dra III 


CACNNNGTG 


DrdI 


GACNNNNNNGTC 


Eae I 


YGGCCR 


EagI 


CGGCCG 


Earl 


CTCTTC 


Ecil 


GGCGGA 


EcoNI 


CCTNNNNNAGG 


EcoO109I 


RGGNCCY 
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EcoRI 


GAATTC 


EcoRV 


GATATC 


Faul 


CCCGCNNNN 


Fnu4H I 


GCNGC 


Fokl 


GGATG 


Fsel 


GGCCGGCC 


Fspl 


TGCGCA 


Haell 


RGCGCY 


Hae III 


GGCC 


Hgal 


GACGC 


Hhal 


GCGC 


Hinc II 


GTYRAC 


Hind III 


AAGCTT 


Hinfl 


GANTC 


HinPl I 


GCGC 


Hpal 


GTTAAC 


Hpa II 


CCGG 


HphI 


GGTGA 


KasI 


GGCGCC 


Kpnl 


GGTACC 


Mbol 


GATC 


Mbo II 


GAAGA 


Mfel 


CAATTG 


Mlu I 


ACGCGT 


Mlvl 


GAGTCNNNNN 


Mnll 


CCTC 


Msc I 


TGGCCA 


Mse I 


TTAA 


MslI 


CAYNNNNRTG 


MspAl I 


CMGCKG 


Mspl 


CCGG 


Mwo I 


GCNNNNNNNGC 


Nael 


GCCGGC 


Narl 


GGCGCC 


Neil 


CCSGG 


Ncol 


CCATGG 


Ndel 


CATATG 


NgoMI V 


GCCGGC 


Nhel 


GCTAGC 


Nla III 


CATG 


Nla IV 


GGNNCC 


Not I 


GCGGCCGC 


Nrul 


TCGCGA 


Nsil 


ATGCAT 


Nspl 


RCATGY 


Pad 


TTAATTAA 



PaeR7 I 


CTCGAG 


Pcil 


ACATGT 


PflFI 


GACNNNGTC 


PflMI 


CCANNNNNTGG 


Plel 


GAGTC 


Pmel 


GTTTAAAC 


Pmll 


CACGTG 


PpuMI 


RGGWCCY 


PshAI 


GACNNNNGTC 


Psil 


TTATAA 


PspGI 


CCWGG 


PspOM I 


GGGCCC 


PstI 


CTGCAG 


Pvul 


CGATCG 


Pvu II 


CAGCTG 


Rsal 


GTAC 


Rsr II 


CGGWCCG 


Sac I 


GAGCTC 


Sac II 


CCGCGG 


Sail 


GTCGAC 


Sap I 


GCTCTTC 


Sau3A I 


GATC 


Sau96 I 


GGNCC 


Sbfl 


CCTGCAGG 


Seal 


AGTACT 


ScrFI 


CCNGG 


SexAI 


ACCWGGT 


SfaNI 


GCATC 


Sfcl 


CTRYAG 


Sfil 


GGCCNNNNNGGCC 


Sfol 


GGCGCC 


SgrAI 


CRCCGGYG 


Smal 


CCCGGG 


Smll 


CTYRAG 


SnaB I 


TACGTA 


Spel 


ACTAGT 


SphI 


GCATGC 


Sspl 


AATATT 


StuI 


AGGCCT 


Sty I 


CCWWGG 


Swal 


ATTTAAAT 


Tag I 


TCGA 


Tfil 


GAWTC 


THJ 


CTCGAG 


Tsel 


GCWGC 


Tsp45 I 


GTSAC 
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Tsp509 I 
TspRI 

Tthl 1 1 I 
Xbal 
Xcml 
Xhol 
Xmal 
XmnI 



CCANNNNNNNNNTGG 



GAANNNNTTC 



AATT 
CAGTG 
GACNNNGTC 
TCTAGA 



CTCGAG 
CCCGGG 



25 



26 



At page 53, lines 5 through 20, please replace with the following paragraph: 

2. Specificity Of COP 

As an example of the specificity of the method, reactions were performed with primers 
predicted to produce a 291 bp amplimer from the murine Brcal gene. As template for these 
reactions, mRNA was prepared from cultures of mouse keratinocytes. Epidermal keratinocyte 
cultures were derived from newborn mice and maintained as described, Pierce et al, 1998a. 
Total RNA was prepared by extraction into a chaotropic salt solution and organic solvent 
extraction using either a QIAGEN (Valencia, CA). mRNA was prepared using a QIAGEN kit, 
and double-stranded cDNA was synthesized using a GIBCO/BRL kit but substituting 
biotinylated p(dT) 18 as the primer for first strand synthesis. Double stranded linkers with 
overhangs complementary to the ends created by restriction with Nla III (A-linker) and Dpn II 
(B-linker) were prepared separately by mixing equal amounts of the following oligonucleotides, 
warming to 90°C for 2 min and slowly cooling to room temperature: A-linker - 5'- 
CGTCTAGACAGC (SEP ID NO:27) (previously phosphorylated with T4 polynucleotide 
kinase) and 5'- GCTGTCTAGACGCATG (SEP ID NO:28^ : B-linker - 5' - CGGTGATGCATC 
(SEP ID NO:29) and 5' -GATCGATGCATCACCG (SEP ID NP:3(D (previously 
phosphorylated with T4 polynucleotide kinase). 

At page 54, lines 3 through 11, please replace with the following paragraph: 

To test the selectivity of the method, two pairs of primers that differed by a single 
nucleotide from the Brcal primers were also chosen that were expected to produce amplimers of 
117 and 197 bp from the genes for annexin III and an anonymous cDNA (clone 2C11B), 
respectively. Two sets of primers for CPP PCR™ reactions were synthesized, corresponding to 
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the A- and B- linkers above, but containing 3 or 4 nucleotide specificity regions at the 3' end. 
The sequences of these primer sets were: 

A-end (256 primers)-5 '-GCTGTCTAGACGC ATGNNNN (SEQ ID NO:31) ; 
B-end (64 primers)-5 , -CGGTGATGCATCGATCNNN (SEP ID NO:32) . 

At page 69, lines 1 through 18, please replace with the following paragraph: 

was adsorbed to magnetic beads coated with streptavidin (Dynal, Lake Success, NY) and 
non-biotinylated fragments were washed from the beads. cDNA fragments still bound to the 
beads were ligated to the B-linker; then digested with Nla III; and fragments released from the 
beads by this treatment were selected and ligated to the A-linker. Double stranded linkers with 
overhangs complementary to the ends created by restriction with Nla III (A-linker) and Dpn II 
(B-linker) were prepared separately by mixing equal amounts of the following oligonucleotides: 
warming to 90°C for 2 min and slowly cooling to room temperature: A-linker - 
5'-CGTCTAGACAGC (SEQ ID NO:27) (previously phosphorylated with T4 polynucleotide 
kinase) and 5 '-GCTGTCTAGACGCATG (SEQ ID NO:28) ; B-linker - 5' - CGGTGATGCATC 
(SEQ ID NO:29) and 5' - GATCGATGCATCACCG (SEQ ID NO:30) (previously 
phosphorylated with T4 polynucleotide kinase). Linkers (217 ng) were added to restricted 
cDNA fragments (initially 1.5 ug), warmed to 50°C for 2 min, cooled to room temperature for 15 
min, then cooled on ice. Ligation was accomplished by adding 10 U T4 DNA ligase 
(GIBCO/BRL) and incubating in a final volume of 50 uL for 2h at 16°C. These fragments of 
cDNA, containing the gene-specific targets ligated to the B and A linkers, are referred to as B/A 
genetags. A second preparation, A/B genetags, is obtained when Nla III restriction and A-linker 
ligation preceded the Dpn II restriction and B-linker ligation. Also refer to FIG. 1 . 

Please delete the current Sequence Listing and insert therefor the Substitute 
Sequence Listing numbered pages 1 to 11 as submitted electronically herewith as text. 
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